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Abstract
One mechanism by which marine organisms may respond to climate shifts is range shifts. The corkwing wrasse (Symphodus
melops) is a temperate fish species, inhabiting the coasts of Europe, that show strong indications of current as well as
historical (ice-age) range shifts towards the north. Nine neutral microsatellite DNA markers were screened to study genetic
signatures and spatial population structure over the entire geographic and thermal gradient of the species from Portugal to
Norway. A major genetic break (FST = 0.159 average among pairs) was identified between Scandinavian and more southern
populations, with a marked reduction (30% or more) in levels of genetic variability in Scandinavia. The break is probably
related to bottleneck(s) associated with post-glacial colonization of the Scandinavian coasts, and indicates a lack of present
gene flow across the North Sea. The lack of gene flow can most likely be attributed to the species’ need for rocky substrate
for nesting and a relatively short pelagic larval phase, limiting dispersal by ocean currents. These findings demonstrate that
long-distance dispersal may be severely limited in the corkwing wrasse, and that successful range-shifts following present
climate change may be problematic for this and other species with limited dispersal abilities, even in the seemingly
continuous marine environment.
Citation: Knutsen H, Jorde PE, Gonzalez EB, Robalo J, Albretsen J, et al. (2013) Climate Change and Genetic Structure of Leading Edge and Rear End Populations
in a Northwards Shifting Marine Fish Species, the Corkwing Wrasse (Symphodus melops). PLoS ONE 8(6): e67492. doi:10.1371/journal.pone.0067492
Editor: Senjie Lin, University of Connecticut, United States of America
Received November 14, 2012; Accepted May 20, 2013; Published June 26, 2013
Copyright:  2013 Knutsen et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License, which permits
unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited.
Funding: The Norwegian participants were funded by the Norwegian Research Council (NFR, 189570/S40) and Department of Fishery and Coastal Affairs, while
the Eco-Ethology Research Unit of ISPA-IU: Instituto Universita´rio was also funded by FCT: Fundac¸a˜o para a Cieˆncia e Tecnologia through the project PEst-OE/
MAR/UI0331/2011. The funders had no role in study design, data collection and analysis, decision to publish, or preparation of the manuscript.
Competing Interests: The authors have declared that no competing interests exist.
* E-mail: halvor.knutsen@imr.no
Introduction
Currently, climate change is one of the major factors reducing
the abundance of many marine species, and increasing the
likelihood of local extinction in the oceans [1,2]. Temperature
controls the rate of fundamental processes, and thereby regulates
organism attributes, including developmental rate and survival [3].
Because many marine organisms already live close to their thermal
tolerances [4], increases in temperature can negatively impact
their performance and survival. The increase of temperature
during the last few decades in marine ecosystems around the world
[5], has substantiated climate warming. At present, the situation
e.g. in the North Atlantic and Mediterranean Ocean is such that if
warming occurs according to what is predicted globally, we are to
expect local extinctions of species less adapted to higher
temperatures in the Mediterranean and in Southwest Europe, as
well as northward shift in species’ distribution. During the last
decades, both types of shifts have been documented, with warm-
water organisms being increasingly recorded in areas to the north
of their usual range, and local extinction or decrease in abundance
in cold temperate species in the south [6–8].
In order to predict potential future impact on marine organisms
due to the current global climate change, we may study the
consequences of earlier, large-scale climate shifts, i.e. those
associated with the most recent glacial period. During glacial
phases, the sea surface temperatures along western Europe
dropped markedly, and the majority of warm temperate organisms
must have moved south, either into the Mediterranean, along the
West-African shores, or in glacial refugia in warm-water pockets
closer to the glaciated regions [9,10]. After the last glacial
maximum (LGM; 17–20 kBP), and especially at about 10 000 BP,
temperatures were rising markedly, leading to a rapid meltdown of
the glaciations in the north that flooded the North Sea at about
8000 BP [11]. With the reestablishment of interglacial conditions,
marine species ranged along the stretch of the coast comprised
between the Mediterranean and the Baltic. Depending on their
thermal tolerances, warm water species have their northern limits
along this latitudinal gradient, while cold temperate species have
their southern limits along that same gradient.
The generally wider distribution ranges occupied by marine
species compared to terrestrial species has been suggested to
produce a buffering effect against rapid fluctuation in the
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environmental conditions, lowering the risk of extinction in the
former group [6,12]. However, a large number of marine
organisms from different taxonomic groups are in decline or have
shifted their distribution ranges in response to variations in the
environmental conditions [7,8]. The geographical extent of the
expansion/contraction events depends on the combination of
intrinsic biological factors related to the species’ life history and its
physiological optimum and the magnitude and duration of the
new environmental conditions. Depth acts as limiting factor in the
distribution and dispersal of marine organisms, as altitude does in
the terrestrial ecosystem [6]. While the establishment of warmer
sea surface temperatures after the LGM favoured northwards
colonization by warm temperate species from the Eastern North
Atlantic [6], it also led to a raise in the sea level (up to 120 m) and
associated large-scale changes in the coastline [11], that could
have a major impact on both aquatic and terrestrial demographic
and evolutionary processes.
Range shifts, population bottlenecks, and expansions are
demographic processes that may lead to particular genetic
signatures of extant populations [13,14]. Hence, current patterns
of genetic diversity should not be ascribed exclusively to
contemporary processes, but also to historical episodes such as
the oscillations in paleoclimatic conditions that altered oceano-
graphic conditions and likely gene flow dynamics [7,10,15].
Successive expansion and contraction events occurring at leading
edges and rear ends of marine species’ distributions, as response to
climatic oscillations, may result in population bottleneck and
reductions in intraspecific genetic diversity [7,9,16,17]. In this
regard, rapid northward post-glacial colonization likely prompted
genetic homogeneity across extensive areas in Eastern North
Atlantic temperate species, whereas slow dispersal probably tended
to preserve local gene pools. On the other hand, contraction
episodes appear associated to population shrinks and selective
forces, reducing effective sizes and eroding the genetic resources
[6,7,17]. Additionally, the topography would condition species
dispersal and gene flow [6,18].
Corkwing wrasse (Symphodus melops, Linnaeus, 1758) is a rocky
shore marine fish suspected to have shifted northwards in
abundance over the last few decades. In its southern range (‘‘rear
edge’’) it is now nearly extinct in the Mediterranean [19]. At the
same time, it has become increasingly more common in the
northern areas, e.g., along the Norwegian Skagerrak coast, where
abundances of coastal fishes have been monitored on an annual
basis since the early 20’th century (Fig.1). A recent study of the
mitochondrial control region and the first intron of the nuclear S7
ribosomal protein gene found a significant reduction in genetic
diversity, which was associated to a northward recent expansion
[20]. In the present study we expand on this work and include
more sample locations, larger samples, and several more nuclear
(microsatellite) markers, in order to elucidate genetic footprints of
past and present range-shifts and resolve the colonization route
into Scandinavia. We further include oceanographic modelling to
characterize the species’ dispersal abilities at the pelagic larval
stage and interpret genetic patterns in light of present and
historical patterns and processes.
Materials and Methods
The Species Studied
The Labridae family is the third largest family of marine fish,
with 580 species in 82 genera [21]. The corkwing wrasse belongs
to this family and is a rocky shore species, inhabiting temperate
Atlantic waters, and whose abundance has been correlated to
water temperatures above 7uC [22]. The species may reach an age
of 9 years and about 28 cm in length. Males grow faster than
females. Female-mimicking sneaker males are sometimes observed
(3–20% of all males) with slower growth [23]. This species is
believed to be non-migratory with territorial behaviour, inhabits
shallow coastal water, and is most commonly found in the upper
30 m of the water column. Males build and guard seaweed nests
among rocks or in crevices, and ripe females show a short
ovipositor during summer. The species presents a pelagic larval
phase probably lasting between 14–17 days (results of MarinEra
project, Borges pers com.) and 25 days [22]. The corkwing wrasse
is presently distributed along the European coasts, from southern
Portugal to western Norway except along the sandy coast between
the Netherlands and Denmark. Earlier, it was also frequently
found in Mediterranean waters, but has become extremely rare,
probably due to an increase in temperature [19]. Now the species
is found scarcely in southern Portugal, with single individuals
occasionally appearing at Azores islands (Stefanni, pers. Com.). In
contrast, the species is becoming more abundant in Norway,
according to the long term beach seine monitoring program
carried out by the Institute of Marine Research, Norway (Fig. 1).
The Study Area
The study area spanned across the species distribution range
from southern Portugal (Algarve) to Scandinavia (cf. Fig. 2). The
area varies greatly from south to north with respect to several
parameters such as wave exposure, temperature, and tidal
amplitude [24] (see webpage of Gyory et al, for details: http://
oceancurrents.rsmas.miami.edu/atlantic/atlantic.html). Briefly,
the coastline in the south is fully exposed to the Atlantic Ocean
with very high tidal amplitude and with strong coastal currents
and waves, and temperature is at the maximum of the species
tolerance. In the north (Scandinavia) temperature is at the cold
tolerance limit [25], and tidal amplitude is nearly absent and
exposure to waves and coastal currents are less pronounced due to
numerous skerries, bays, and fjords breaking waves down. The
central distribution area in the UK and Ireland is more of an
intermediate between the north and the south: rocky shore is of
medium tide amplitude and occurs partly in sheltered loughs or
bays. Interestingly, the sandy habitat prevalent from the Nether-
lands to Denmark (with the possible exception of Helgoland
island), seems unable to hold viable populations of the species,
probably due to its preference for rocky substrate.
Sampling
Samples of S. melops were collected using various gears: beach
seine in Norway and Sweden [22]; fish pots in UK; and spear
fishing in Portugal and Spain [20]. Seine- and pot-sampled fish
were immediately transferred to a sea water tank and sacrificed in
the most gentle and swift way by percussive stunning with a priest,
in accordance with relevant legislation in each country (Norway:
Dyrevelferdsloven 112 (law of animal welfare: http://www.
lovdata.no. Accessed 2013 Jun 3.); Sweden: Djurskyddslagen 113
(animal protection law: http://www.notisum.se/. Accessed 2013
Jun 3.); UK: Animal Welfare Act 2006 (http://www.legislation.
gov.uk. Accessed 2013 Jun 3.)). Spear fishing (Portugal and Spain)
was carried out by divers with a permit (#246/2000). All sampling
and handling of fish were performed by experienced personnel (by
scientists in Norway and Portugal and by commercial fishers in
Sweden and the UK), and were carried out explicitly for this study.
The species is not protected by European law or by any of the
countries where and when sampling was performed (it is a
commercially harvested species in Scandinavia and Scotland and
used as a ‘‘cleaner’’ fish in the salmon aquaculture industry), and
no special permits are required for sampling the species either for
Genetic Structure in a Northwards Shifting Species
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research or commercially. Whole sacrificed fish were immediately
frozen and stored (either at 220C or 270C on dry ice) until
reaching laboratory facilities, where tissue was taken and put into
96% ethanol prior to DNA extraction.
Genetic Analysis
DNA was extracted using the Viogene Inc. extraction kit
(Sunnyvale, CA). Microsatellite DNA fragments were separated
using a 16 capillary ABI 3170 automated sequencer. We applied
Qiagen 5 Taq DNA Polymerase for the PCR reactions, using the
supplied self-adjusting magnesium 106buffer. PCR analyses were
based on nine microsatellite DNA loci, using published protocols
[26]. As a guard against potential genotyping errors, all capillary
traces where scored independently by two trained persons using
the software GeneMapper v. 4.0 (Applied Biosystems) In case of
disagreement, a new PCR reaction was performed and individual
genotypes re-scored We applied MICROCHECKER software [27] to
check for the presence of null alleles or other problems, but found
none (data not shown).
Statistical Analyses
The amount of genetic variability was characterized by
heterozygosity or gene diversity (Hs within samples; HT for the
total [28]), and by observed number of alleles and allelic richness
in the FSTAT software [29]. Deviations from Hardy-Weinberg
genotype proportions were estimated by FIS [30] and assessed
using the exact probability test in the GENEPOP software (ver. 4.0:
[31]). Here, and in subsequent situations of multiple tests, we
adopted the False Discovery Rate approach (FDR) [32] when
interpreting test significances.
Genetic differences among localities were quantified by FST,
using Weir & Cockerham’s [30] estimator h over all samples and
between pairs of sample localities. Allele frequency differences
among localities were tested for using exact tests in the GENEPOP
software [31] with 10 000 dememorizations and batches, using 10
000 iterations per batch. The reported P-values (summed over loci
with Fisher’s summation procedure) were used to judge ‘‘signif-
icance’’ of estimated FST-values, using the FDR approach to
control for type I statistical errors in multiple tests. Temporal
stability of spatial structure was tested for with AMOVA analyses
of spatial samples and temporal replicates, using Arlequin ver. 3.5
[33]. This analysis was performed only with samples from Norway
and the Iberian Peninsula due to the absence of temporal
replicates from the UK. Because of the genetic ‘‘break’’ between
UK and Norway (cf. results), we performed separate AMOVA
analyses on each side of this barrier. To visualize spatial genetic
differentiation patterns we applied a Principal Component
Analysis (PCA) based upon allele frequencies, using the software
PCAGEN (vers. 1.2.1) [34] and a Bayesian clustering method
implemented in the software STRUCTURE v. 2.3.3 [35]. For
STRUCTURE we used 7 repetitions for each value of K, for K 1–
7 subpopulations, with Markov chain Monte Carlo resampling
using 100 000 repetitions after a burn-in of 200 000.
The phylogenetic relationship among populations was exam-
ined by constructing a hybrid tree following Angers and
Bernatchez [36]. Initially, Cavalli-Sforza and Edwards’ chord
Figure 1. Average water temperature during summer (red) and percentage occurrence of corkwing wrasse (black) in beach seine
hauls in Skagerrak from 1928 to 2012, based on annual measurements by the Institute of Marine Research [61]. Solid lines represent
kernel smoothed averages (using function ksmooth of the R statistical package [62]).
doi:10.1371/journal.pone.0067492.g001
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distance (DCE) [37] and Goldstein et al.’s dm
2 [38] were calculated
with Populations (ver. 1.2.28) [39]. DCE distance has been
suggested to achieve better estimates of tree topology compared
to other methods, regardless of mutation model, IAM or SMM
[40]. On the other hand, SMM based dm2 has been proposed to
estimate branch lengths. The tree topology was therefore
determined by a neighbour-joining (NJ) tree using the matrix of
DCE distances with PHYLIP [41], performing 1000 bootstraps.
Finally, the hybrid tree was built selecting the user tree option in
the Fitch program of PHYLIP [41], imposing the DCE tree
topology and determining the branch lengths from Goldstein
et al.’s dm2 matrix [38] using Cavalli-Sforza and Edwards’ least-
square method [37].
In order to clarify possible dispersal and/or colonization routes
into Scandinavia, two additional analyses were conducted. Firstly,
we performed an assignment tests (Geneclass 2.0 software; [42]
using a Bayesian approach to elucidate if the most likely invasion
route was through the English Channel or by way of the north
UK. Here, the three northerly UK samples (SL, BE and AR), and
the two southerly samples close to the entrance of the English
Channel (PL and RO) were grouped and defined as the two
baseline ‘‘samples’’, whereas the four Scandinavian samples were
used as ‘‘samples to be assigned’’ (cf. Table 1 for explanations of
abbreviations). The reason for grouping samples is to reduce
statistical noise in the data that increases rapidly in assignment
analysis with more samples included.
Secondly, we performed oceanographic modelling to check if
transport of pelagic larvae from around the UK towards the
Skagerrak is possible under the present ocean currents regime and
given a maximum pelagic larval duration of 25 days. Both the
regional ocean circulation model (ROMS) and the particle-
tracking model conducted are similar to the model systems
described by Vikebø et al. [43], and technical details can be found
there. Briefly, we released 1800 virtual particles close to some of
the sample locations, and additionally introduced two fictive
spawning locations near the Orkneys north of UK and off
Lowestoft (UK) in the southern North Sea. The two fictive
locations were chosen due to their relative adjacency to the
Skagerrak. Instead of releasing all particles at one single point,
they were spread over an area of approx. 868 km. Because the
Figure 2. Map identifying sample locations (black circles: see Table 1 for sample abbreviations and details). Red arrows denote the
predominant surface currents relevant for the pelagic (larvae) face of the cork wing wrasse.
doi:10.1371/journal.pone.0067492.g002
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ocean current model is limited in resolution (4 km in the
horizontal), the particles were released off the coast in open sea.
Our drift simulations then consider egg-particles drifting offshore
only, and as we considered the maximum pelagic larval duration,
the estimated drift pathways may be considered a maximum. Each
individual particle was held at a fixed depth during the tracking
simulations, and to represent all potential drifting depths, the
initial depth of each particle was found randomly with mean and
standard deviation of 10 and 5 m, respectively. The experiment
was repeated, using realistic, physical summer conditions (ocean
currents for June) for all years from 2000 to 2011, i.e. 12 drift
experiments, to capture the year-to-year variability of the oceanic
conditions. Additional particles were released from two of the
Norwegian sample locations to access the potential for spread
within Scandinavian waters and to the surroundings.
Results
The results are based on a total of 922 individual corkwing
wrasse (Table 1), scored at nine microsatellite loci each (Table 2).
The loci generally conformed to Hardy-Weinberg genotype
expectations (cf. Table 3). Of the 9*12 = 108 different locus-
sample combinations, 14 were statistically significant at the 5%
level, and five of these remained significant under the FDR
approach. We found no apparent pattern to these departures from
Hardy-Weinberg genotype proportions, and FIS estimates and P-
values varied among loci within samples as well as among samples
at the same locus (cf. Table 3).
Genetic variability (heterozygosity) differed among loci and
averages over sample sites ranged from HT = 0.569 (SMA107) to
0.912 (SMC8), while the total number of alleles spanned from a
= 13 (SMA107) to 90 (SMB11) (Table 2). Genetic variability
varied among samples and both expected heterozygosity and
allelic richness were higher among Atlantic samples (average HS
= 0.83, Ar = 11.0), as compared to the Scandinavian ones (Hs
= 0.57, Ar = 5.2). With the exception of two singletons (at SMA11
and SMD110), no alleles were observed in the Scandinavian
samples that were not also found in samples to the south. Viewed
as a function of latitude, these differences among samples in
genetic variability measures may be seen as an abrupt decline in
variability (heterozugosity) at around 57 to 58 uN (i.e., the North
Sea. This abrupt decline in heterozygosity on each side of the
North Sea was also significant (t test gives t = 31.03; P,,0.0001),
and accompanied by an equally abrupt increase in genetic
differentiation (FST; Fig. 3). The PCA plot (Fig. 4) identifies the
separation of Scandinavian and Atlantic samples along the 1.
principal axis, and splits the Atlantic samples roughly according to
latitude along the 2. axis. This genetic break in the North Sea,
which was shared among all loci (cf. Table 2), is a dominant
feature of the data and was also the main finding using the
software STRUCTURE (cf. Fig. 5). Below we present additional
characteristics of Scandinavian and Atlantic samples separately.
Overall genetic differentiation was high and statistically
significant (FST = 0.085, P,0.001 cf. Table 2), though largely
due to pair-wise estimates between Skagerrak and Atlantic
Table 1. Summary information on corkwing wrasse samples, including information on abbreviated names (Abbrev.), sample size
for each of the years (2008–2010), and geographical position (Lat = latitude and Long= longitude, in decimal degrees).
Samples (n) Position
Sample location Abbrev. Region 2008,2009,2010 Lat Long
Gulmarsfjord GU Scandinavia 50,46,0 N 58.18 E 11.32
Oslo OS Scandinavia 50,46,0 N 59.52 E 10.39
Kristiansand KR Scandinavia 25,50,21 N 58.11 E 8.34
Egersund EG Scandinavia 23,38,0 N 57.27 E 5.53
Ardtoe AR UK 0,0,96 N 56.4 W 5.50
Strangeford Lough SL UK 0,0,75 N 54.49 E 5.46
Belfast BE UK 0,21,0 N 54.33 W 5.46
Plymouth PL UK 0,72,0 N 50.34 W 4.45
Roscoff RO France 0,23,0 N 48.46 W 3.58
Galicia GA Iberian Peninsula 0,60,36 N 42.18 W 8.81
Lisbon LI Iberian Peninsula 0,39,55 N 38.83 W 9.47
Algarve AL Iberian Peninsula 0,29,67 N 37.12 W 8.53
doi:10.1371/journal.pone.0067492.t001
Table 2. Amount of genetic variability among corkwing
wrasse samples at nine microsatellite loci.
Locus a HT FST
SMB11 90 0.925 0.1295***
SMD112 27 0.855 0.0651***
SMD110 27 0.844 0.0807***
SMC8 35 0.912 0.0710***
SMA103 12 0.741 0.0701***
SMA11 18 0.636 0.0609***
SMD121 43 0.901 0.0526***
SMD131 26 0.829 0.1045***
SMA107 13 0.569 0.1386***
Average 32.3 0.801 0.0848***
a is the observed number of alleles; HT [28] is the gene diversity in the total
material (n = 922); FST [30] estimates the level of genetic differentiation among
the twelve samples, with statistical support indicated by exact test for allele
frequency heterogeneity (GENEPOP v. 4.0.6: [31]: *** P,0.001).
doi:10.1371/journal.pone.0067492.t002
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samples, ranging from 0.137 and 0.194 (cf. Table 4). Among
Atlantic samples, pairwise FST-estimates (Table 4) were generally
low, and many of them were not statistically different from zero, as
judged by allele frequency heterogeneity tests. In particular, we
found no divergence (average FST =20.0001; with a 95%
Confidence Interval of 20.0009 to 0.0006, based on jackknife
over loci) among the three southernmost samples from the Iberian
Peninsula (AL, LI, and GA), whereas samples from France and the
UK (RO, PL, BE, SL, and AR) for the most part were
differentiated from each other (average FST = 0.0064; 95% CI
= 0.0018 to 0.0100), as were samples from Scandinavia (GU, EG,
KR, and OS) (average FST = 0.0054; 95% CI = 0.0017 to
0.0087). AMOVA analyses (Table 5) revealed that temporal
differences (i.e., sample year) were lower (and not statistical
significant) than spatial differences (sample locality), both overall
and separately within each side of the North Sea genetic barrier.
The phylogenetic relationship among corkwing wrasse popula-
tions was resolved by the hybrid tree, which differentiated three
apparent clusters with relatively high (over 60%) bootstrap support
(Fig. 6). Each cluster corresponded to populations from the same
geographic region, i.e., Iberian Peninsula, UK-France and
Scandinavia. The branch length separating the cluster of corkwing
wrasse from Iberian Peninsula and UK-France was much shorter
than the one separating them from Scandinavian samples. The
nodes among Scandinavian samples also presented bootstrap
support above 60% (68–82%), although branch lengths were
relatively short.
Assignment tests revealed that more than 92% of individuals
from the four Scandinavian samples were assigned to the northern
UK samples (SL, BE and AR lumped), rather than to the southern
baseline group (PL and RO) (cf. Table 6). We also applied a subset
of random individuals from west UK, in order to analyse equal
number of individuals in the two groups, giving nearly identical
results (not shown).
Oceanographic drift simulations (Fig. 7) show that transport of
pelagic larvae from the UK, across the North Sea and into the
Skagerrak, is highly unlikely to happen during one season, as is the
reverse transport from Skagerrak to the UK. The pelagic phase is
too short according to net drift within the North Sea. For particles
drifting offshore along the Norwegian Skagerrak coast, the
relatively strong Norwegian Coastal Current may introduce a
high degree of dispersal, mainly west- and northward along the
coast.
Discussion
Our findings support and elaborate on those of Robalo et al.
[20], by identifying a major genetic discontinuity or break between
the Scandinavian and the Atlantic (i.e., southern) samples. The
large FST values (cf. Table 4) observed across the North Sea must
be considered exceptionally high for a marine fish species (cf. refs
[44,45]). Additionally, the present study provides insight into a
number of issues not previously addressed: 1) We document (Fig.1)
a marked increase in abundance of the species in Scandinavian
waters since the 1980’s, when temperatures started rising, and it
seems likely that it is currently undergoing a range shift
northwards. 2) By contrasting the particle transport simulation
with the genetic results, we find that the lack of suitable habitat
over some distance may have prevented population connectivity
within the species. 3) Our results suggest that the invasion route
between the UK and Scandinavia probably occurred along the
predominant oceanic transport route west and north of UK rather
than through the English Channel. 4) We report statistical
significant evidence for genetic structure at fine geographical
scale, among samples in Scandinavia and within UK. Below we
discuss these findings in detail and their possible general
implications.
The major genetic break over the North Sea was associated with
a similar discontinuity in the levels of genetic variability, with
reduced levels in the north. Relative to the southern region, the
reduction in heterozygosity in Scandinavia is approximately 1–
0.58/0.83 = 0.30 or 30%, and the reduction in the number of
alleles is even greater (average of 8 vs.17.4 being 54% lower). Such
a decline is expected in a severe bottleneck over a brief time
Table 3. Summary statistics for genetic variability within sample sites.
Sample location HS a Ar FIS P-value N loci excess N loci deficiency
GU 0.563 8.363.7 5.362.3 20.0047 0.230 7 2
OS 0.576 8.163.9 5.062.0 20.0074 0.087 3 6
KR 0.597 8.163.4 5.462.0 0.0561 0.001 2 7SMD112, SMC8, SMA103
EG 0.574 7.564.5 5.362.5 0.0056 0.940 6 3
AR 0.839 20.6615.3 11.565.4 20.0279 0.001 3SMA107 6SMA103
SL 0.808 16.6610.8 10.665.1 0.0267 0.001 3 6
BE 0.817 11.265.0 10.664.7 0.0779 0.051 4 5SMB11, SMA11
PL 0.827 17.8610.0 11.065.1 0.0041 0.420 2 7
RO 0.833 12.465.8 11.064.9 0.0021 0.380 4 5
GA 0.830 20.7613.7 11.265.1 0.0063 0.001 4SMA107 5SMB11, SMA103
LI 0.816 20.3613.5 11.065.2 20.0039 0.001 5SMD110, SMD131 4SMD121
AL 0.828 19.7612.3 11.165.0 20.0315 0.001 5SMA107 4
Average 0.742 15.3.62.84 9.164.9 0.0110 0.001 4 5
HS is the estimated average gene diversity [28]; a is the average number of alleles per locus, and Ar is the average allele richness 61X standard deviation. FIS refer to
average deviations from Hardy-Weinberg genotype proportions, with number of loci deviating in either direction given. P-values refer to the overall two sided test over
all loci (Fisher’s summation procedure over nine single-locus tests), and locus names identify the tests that came out significant (no adjustments made for multiple
tests). Bold values of FIS denote significant values in either direction.
doi:10.1371/journal.pone.0067492.t003
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period, or of less severe reductions in effective population size over
a longer period. Robalo et al. [20] attempted to age the reduction
in Scandinavian mtDNA variability in this species, and arrived at a
number of estimates (under different mutation rate assumptions)
that were all consistent with a post-glacial date for the bottleneck
(point estimates varied from 1130 years BP to 3200 years BP for
assumed mutation rates of 3.5 to 10% per million years,
respectively, but with wide confidence intervals in any case).
The presumed Scandinavian bottleneck was also reflected in the
phylogenetic tree (Fig. 6), whose major feature may be seen in the
exceptionally long branch separating contemporary Scandinavian
populations from two additional clusters corresponding to older
mid- and low-latitude populations from UK France and Iberian
Peninsula, respectively. Genetic differentiation between the latter
two geographical regions was supported by high bootstrapping
values (91%); nevertheless, they presented shorter genetic distanc-
es, probably reflecting recent and perhaps on-going genetic
exchange.
On a finer geographic scale, genetic divergence among samples
within regions (France-UK and Scandinavia), is expressed by
Figure 3. The figure illustrate the cline of FST (blue) and expected heterozygosity (red) with latitude. Lines connecting points are linear
regression lines, calculated separately for the southern and northern (Scandinavian) parts, with dotted lines indicating the "genetic break" across the
North Sea. The 95% confidence intervals are indicated with vertical bars for each point estimate, calculated as: mean +/21.96*SE (i.e., assuming
normal distribution). For FST standard errors were calculated by jackknifing over loci,; for heterozygosity (h), standard errors were taken as the square
root of the intralocus variances, averaged over loci (equations 8.12 and 8.14 of ref. [63]).
doi:10.1371/journal.pone.0067492.g003
Figure 4. Principal Component Analysis on allele frequencies [34]. Note the differences in variability explained by the two axes (approx. 88%
and 3% respectively).
doi:10.1371/journal.pone.0067492.g004
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significant pairwise allele frequency differences (Table 4) and high
bootstrapping support among shorter phylogenetic branches
(Fig. 6), showing a tendency for the species to substructure into
local populations. Such local populations have been documented
previously among Scandinavian [46,47] and British [48–50]
coastal fishes, and may be attributed to local topography (sheltered
bays, fjords etc.), favouring local spawning and larval retention,
generating population structure. The apparent absence of such
structuring within the Iberian Peninsula, in contrast, may result
from corkwing wrasse larvae in this region being exposed to
stronger currents and higher dispersal, leading to higher gene flow,
as observed in other species in that region [13,51,52].
On the basis of the findings reported herein and those by
Robalo et al. [20], it seems clear that post-glacial colonization of
Scandinavia by the corkwing wrasse was associated with a severe
restriction in effective population size, i.e. a genetic bottleneck.
Scandinavian populations still lack genetic variability compared to
their more southern conspecifics, and the level of genetic
differentiation across the North Sea (FST = 0.159, approx:
Table 4) suggests a lack of contemporary gene flow over this
sea. Hence, neither adults nor pelagic larvae seem presently able to
successfully enter Scandinavian populations from the south. This
lack of dispersal ability is likely a result of the species’ preference
for rocky substrate, which is completely lacking along the shoreline
connecting Scandinavia and mainland Europe, i.e. the western
coasts of Denmark, Germany and the Netherlands. Furthermore,
the oceanographic modelling strongly suggested that the relatively
short pelagic larval duration of the species is too brief for successful
larval transport over the long maritime distance into the
Scandinavian coasts. These considerations indicate that the
original colonization of Scandinavian shores may have taken
place at a period when conditions where different from today.
Indeed, geological and archaeological evidence have demonstrated
that what is presently a shallow ocean (the North Sea) from about
20000 to 7500 BP was dry land (dubbed Doggerland: [53,54]).
This land once represented a continuous shoreline, connecting
present day UK with the eastern (Swedish) Skagerrak coast, and
may have provided a suitable rocky substrate for the corkwing
wrasse to nest underway on its northward range shift towards
Scandinavia. Such a possible dispersal route via northern UK is
favoured by our assignment analyses (Table 6), which indicated a
closer relationship with Scandinavian populations to the northern
Figure 5. Bayesian clustering analysis of corkwing wrasse (S.
melops) detected by STRUCTURE. A K=2 was the most likely
outcome.
doi:10.1371/journal.pone.0067492.g005
Table 4. Genetic differentiation (FST) between all pairs of sample localities.
AL LI GA RO PL BE SL AR GU EG KR
AL
LI 20.0004
GA 0.0001 20.0000
RO 0.0058 0.0054 0.0023
PL 0.0061 0.0044 0.0052 0.0050
BE 0.0078 0.0061 0.0063 0.0064 0.0077
SL 0.0127 0.0115 0.0119 0.0091 0.0116 20.0034
AR 0.0066 0.0066 0.0071 0.0067 0.0073 0.0033 0.0038
GU 0.1700 0.1632 0.1594 0.1938 0.1833 0.1794 0.1640 0.1572
EG 0.1523 0.1467 0.1427 0.1752 0.1654 0.1612 0.1451 0.1404 20.0013
KR 0.1469 0.1418 0.1368 0.1709 0.1601 0.1556 0.1446 0.1366 0.0106 0.0037
OS 0.1603 0.1531 0.1497 0.1844 0.1702 0.1636 0.1526 0.1479 0.0040 0.0039 0.0075
Statistical significant (at the 5% level or better, applying the False Discovery Rate approach) tests for allele frequency heterogeneity over loci are indicated with bold-
italics font.
doi:10.1371/journal.pone.0067492.t004
Table 5. Results of AMOVA analysis [33] partitioning genetic
variability among and within localities (temporal replicates)
within the Scandinavian and the Iberian regions.
F - index Variance % of total P-value
Scandinavia
Among sample
localities (FCT)
0.0058 0.012 0.46 0.03*
Among years within
localities (FSC)
0.0017 0.004 0.17 0.22
Iberian Peninsula
Among sample
localities (FCT)
20.0004 20.002 20.04 0.33
Among years within
localities (FSC)
0.0006 0.002 0.06 0.25
*P,0.05.
doi:10.1371/journal.pone.0067492.t005
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UK, over the alternative ‘‘sandy’’ southern route through the
English channel proposed for several other inshore species
[13,52,55].
The finding of higher genetic divergence across open water, (i.e.
discontinuous habitat) than along rocky shoreline, has been
documented for several other coastal marine fish with limited
pelagic larval stage and specific habitat requirements (e.g.
anemonefish: [56]; blennies: [57,58], coral fishes: [59]). Interest-
ingly, when comparing our results to those reported for Taurulus
bubalis [60], a coastal species with similar life history and latitudinal
range distribution, we found a similar level of differentiation across
the North Sea. However, Scandinavian populations of S. melops
showed a marked reduction in levels of genetic variability,
contrasting with T. bubalis which displayed homogenous high
levels throughout its range. Almada et al. [60] estimated that
northern populations of T. bubalis had an older origin than the one
predicted for corkwing wrasse [20], suggesting an earlier
northward expansion just after the LGM. The high levels of
genetic diversity observed in the northern populations of that
Figure 6. Phylogenetic relationship between S. melops populations. The tree topology was estimated from Cavalli-Sforza and Edward`s chord
distance [37], DCE, whereas the branch lengths were extracted from Goldstein et al.’s dm
2 distance matrix [38]. Numbers next to branch are bootstrap
support above 60% (1 000 replicates).
doi:10.1371/journal.pone.0067492.g006
Table 6. Results of statistical assignment tests [42] over the
North Sea genetic break.
UK North UK South
Egersund 100 0
Kristiansand 95.8 3.2
Oslo 93.8 5.8
Gulmarsfjord 95.8 3.2
Numbers denote the percentage of fish from each of the four Skagerrak
samples being assigned to either the UK North (lumping AR, BE and SL) or the
UK South (lumping PL and RO).
doi:10.1371/journal.pone.0067492.t006
Figure 7. Modeled oceanographic drift of particles released at
some of the sample locations (see positions in Fig. 2) in
addition to two fictive UK locations (one near the Orkneys and
one in the southern North Sea). The black filled circles denote the
location where particles are released, and the colored clouds of dots
denote where the particles end up after 25 days. Drift during a summer
period (June) from 12 subsequent years (2000–2011) is displayed in this
figure. Note that all particles are released offshore due to coarse
resolution in the ocean current model. Our drift estimates then
represent a maximum extension of the drift pathways.
doi:10.1371/journal.pone.0067492.g007
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species may have resulted from a high influx of southern migrants
over a long time period [60].
Conclusion
The finding that the corkwing wrasse to the north of the UK are
genetically highly different (and apparently completely isolated)
from their southern conspecifics, has important implications for
our understanding of the colonization processes and range shift
mechanisms following global climate changes. The present
isolation of Scandinavian populations implies that the historical
range-shift associated with its post-glacial colonization was a
unique event, most likely made possible by the presence of suitable
shorelines along Doggerland that temporally acted as a migration
path from UK to the Skagerrak shores. Following the subsequent
submergence of Doggerland the species was apparently deprived
of this northward path, and migration to Skagerrak ceased. As
judged by the reduced genetic variability in present corkwing
wrasse populations in the Skagerrak, the number of successful
migrants may anyway have been limited. This scenario implies
that species’ range-shifts may be a complicated event, even in the
oceans, whose continuous expanse have traditionally been
regarded as highly conductive to animal dispersal [8]. Instead,
species with specific habitat requirements may be restricted in
their ability to response to climate change by a shift in range. The
current increase in the species abundance in Scandinavia is not a
result of immigration from south, which would have rapidly wiped
out genetic differences, but by increased growth of local
populations, most likely because rising sea temperatures in this
northern range are favourable to the species’ requirements. While
the corkwing wrasse may find suitable rocky shores to continue its
shift further north as water temperatures continue to rise in the
coming decades, they bring with them only a part of the species’
original genetic variability and the loss could impair its long-term
survival in a changing environment. Because other species have
shown a similar pattern of increased genetic divergence and
reduced dispersal among habitable areas (references above), the
findings of the present study could represent a more general
phenomenon indicating that range-shift may not always be a
viable response to climate change.
Acknowledgments
This work is part of the project ‘‘Marine phylogeographic structuring during climate
change: the signature of leading and rear edge of range shifting population’’ under the
MarinERA program of the European Science Foundation (ESF). We are
grateful to colleagues Øystein Paulsen and Knut Hansen for the provision
of tissues samples in Norway, and David Villegas-Rı´os, Rafael Ban˜on,
Fernando Roneberg and Pedro Coelho for the provision of tissue samples
in the Iberian Peninsula. Further, we wish to thank Kate Enersen and
Hanne Sannæs for their technical assistance in the lab and Tore
Johannesen for advice using the IMR beach seine data.
Author Contributions
Conceived and designed the experiments: HK PEJ JR VA. Performed the
experiments: HK PEJ EBG JR JA VA. Analyzed the data: HK PEJ EB JA.
Contributed reagents/materials/analysis tools: HK PEJ EBG JR JA VA.
Wrote the paper: HK PEJ EBG JR JA VA.
References
1. Beaugrand G, Brander KM, Lindley JA, Souissi S, Reid PC (2003) Plankton
effect on cod recruitment in the North Sea. Nature 426: 661–664.
2. Harley CDG, Hughes AR, Hultgren KM, Miner BG, Sorte CJB, et al. (2006)
The impacts of climate change in coastal marine systems. Ecol Lett 9: 228–241.
3. O’Connor MI, Bruno JF, Gaines SD, Halpern BS, Lester SE, et al. (2007)
Temperature control of larval dispersal and the implications for marine ecology,
evolution, and conservation. Proc Natl Acad Sci U S A 104: 1266–1271.
4. Somero GN (2002) Thermal physiology and vertical zonation of intertidal
animals: optima, limits, and costs of living. Integ Comp Biol 42: 780–789.
5. Sherman K, Belkin IM, Friedland KD, O’Reilly J, Hyde K (2009) Accelerated
warming and emergent trends in fisheries biomass yields of the world’s large
marine ecosystems. Ambio 38: 215–224.
6. Hewitt GM (2000) The genetic legacy of the Quaternary ice ages. Nature 405:
907–913.
7. Maggs CA, Castilho R, Foltz D, Henzler C, Jolly MT, et al. (2008) Evaluating
signatures of glacial refugia for North Atlantic benthic marine taxa. Ecology 89:
S108–S122.
8. Sorte CJB, Williams SL, Carlton JT (2010) Marine range shifts and species
introductions: comparative spread rates and community impacts. Global Ecol
Biogeogr 19: 303–316.
9. Hewitt GM (1996) Some genetic consequences of ice ages, and their role in
divergence and speciation. Biol J Linn Soc 58: 247–276.
10. Kettle AJ, Morales-Mun˜iz A, Rosello´-Izquierdo E, Heinrich D, Vøllestad LA
(2011) Refugia of marine fish in the northeast Atlantic during the last glacial
maximum: concordant assessment from archaeozoology and palaeotemperature
reconstructions. Clim Past 7: 181–201.
11. Van der Molen J, de Swart HE (2003) Holocene tidal conditions and tide-
induced sand transport in the southern North Sea. J Geophys Res 106: 9339–
9362.
12. McKinley ML (1998) Is marine biodiversity at less risk? Evidence and
implications. Diversity Distrib 4: 3–8.
13. Gysels ES, Hellemans B, Pampoulie C, Volckaert FAM (2004) Phylogeography
of the common goby, Pomatoschistus microps, with particular emphasis on the
colonization of the Mediterranean and the North Sea. Mol Ecol 13: 403–417.
14. McCusker MR, Bentzen P (2010) Historical influences dominate the population
genetic structure of a sedentary marine fish, Atlantic wolffish (Anarhichas lupus),
across the North Atlantic Ocean. Mol Ecol 19: 4228–4241.
15. Hewitt GM (2004) Genetic consequences of climatic oscillations in the
Quaternary. Phil Trans R Soc Lond B 359: 183–195.
16. Chenoweth SF, Hughes JM, Keenan CP, Lavery S (1998) When oceans meet: a
teleost shows secondary intergradation at an Indian-Pacific interface.
Proc R Soc B 265: 415–420.
17. Ma¨kinen HS, Cano JM, Merila¨ J (2006) Genetic relationships among marine
and freshwater populations of the European three-spined stickleback (Gasterosteus
aculeatus) revealed by microsatellites. Mol Ecol 15: 1519: 1534.
18. Bernatchez L, Wilson CC (1998) Comparative phylogeography of Nearctic and
Palearctic fishes. Mol Ecol 7: 431–452.
19. Ravento´s N, Macpherson E (2001) Planktonic larval duration and settlement
marks on the otoliths of Mediterranean littoral fishes. Mar Biol 138: 115–1120.
20. Robalo JI, Castilho R, Francisco SM, Almada F, Knutsen H, et al. (2012)
Northern refugia and recent expansion in the North Sea: the case of the wrasse
Symphodus melops (Linnaeus, 1758). Ecol Evol 2: 153–164.
21. Hanel R, Westneat MW, Sturmbauer C (2002) Phylogenetic relationships,
evolution of broodcare behavior, and geographic speciacion in the wrasse tribe
Labrini. J Mol Evol 55: 776–789.
22. Darwall WRY, Costello MJ, Donelly R, Lysaght S (1992) Implications of life-
history strategies for a new wrasse fishery. J Fish Biol 41 (Supplement B): 111–
123.
23. Quignard J-P, Pras A (1986) Labridae. In: Whitehead PJP, Bauchot M-L,
Hureau J-C, Nielsen J, Tortonese E, editors. Fishes of the North-eastern Atlantic
and the Mediterranean. Vol. II. Paris: UNESCO. 919–942.
24. Gyory J, Mariano AJ, Ryan E H. Ocean surface currents. Available: http://
oceancurrents.rsmas.miami.edu/atlantic/norwegian.html. Accessed 20 Sep-
tember 2012.
25. Sayer MDJ, Reader JP, Davenport J (1996) Survival, osmoregulation and
oxygen consumption of wrasse at low salinity and/or low temperature. In: Sayer
MDJ, Treasurer JW, Costello MJ, editors. Wrasse biology and use in
aquaculture. Oxford: Blackwell Scientific Publications. 119–136.
26. Knutsen H, Sannæs H (2009) Development of twelve microsatellite loci in the
corkwing wrasse (Symphodus melops). Conserv Gen Res 1: 433–436.
27. Van Oosterhout C, Hutchinson WF, Wills DP, Shipley P (2004) Microchecker:
software for identifying and correcting genotyping errors in microsatellite data.
Mol Ecol Notes 4: 535–538.
28. Nei M, Chesser RK (1983) Estimation of fixation indices and gene diversities.
Ann Hum Genet 47: 253–259.
29. Goudet J (1995) FSTAT (Version 1.2): a computer program to calculate F-
statistics. J Hered 86: 485–486.
30. Weir BS, Cockerham CC (1984) Estimating F-statistics for the analysis of
population structure. Evolution 38: 1358–1370.
31. Rousset F (2008) GENEPOP’007: a complete re-implementation of the
GENEPOP software for Windows and Linux. Mol Ecol Res 8: 103–106.
32. Benjamini Y, Hochberg Y (1995) Controlling the false discovery rate: a practical
and powerful approach to multiple testing. J R Stat Soc 57: 289–300.
33. Excoffier L, Lischer HEL (2010) Arlequin suite ver 3.5: a new series of programs
to perform population genetics analyses under Linux and Windows. Mol Ecol
Res 10: 564–567.
Genetic Structure in a Northwards Shifting Species
PLOS ONE | www.plosone.org 10 June 2013 | Volume 8 | Issue 6 | e67492
34. Goudet J (1999) PCAGEN, vers 1.2.1. Available: http://www2.unil.ch/popgen/
softwares/pcagen.htm. Accessed 2013 Jun 3.
35. Pritchard JK, Stephens M, Donnelly P (2000) Inference of population structure
using multilocus genotype data. Genetics 155: 945–959.
36. Angers B, Bernatchez L (1998) Combined use of SMM and non-SMM methods
to infer fine structure and evolutionary history of closely related brook charr
(Salvelinus fontinalis, Salmonidae) populations from microsatellites. Mol Biol Evol
15: 143–159.
37. Cavalli-Sforza LL, Edwards AWF (1967) Phylogenetic analysis: models and
estimation procedures. Am J Hum Genet 19: 233–257.
38. Goldstein DB, Linares AR, Cavalli-Sforza LL, Feldman M (1995) Genetic
absolute dating based on microsatellites and the origin of modern humans. Proc
Natl Acad Sci U S A 92: 6723–6727.
39. Langella O (1999) Populations 1.2.28 (12/5/2002): a population genetic
software. 1999. CNRS UPR9034. Available at http://www.pge.cnrs-gif.fr/
bioinfo/populations/index.php. Accessed 2013 Jun 3.
40. Takezaki N, Nei M (1996) Genetic distances and reconstruction of phylogenetic
trees from microsatellite DNA. Genetics 144: 389–399.
41. Felsenstein J (1989) PHYLIP - Phylogeny Inference Package (version 3.2).
Cladistics 5: 164–166.
42. Piry S, Alapetite A, Cornuet J-M, Paetkau D, Baudoin L, et al. (2004)
GeneClass2: a software for genetic assignment and first-generation migrant
detection. J Hered 95: 536–539.
43. Vikebø FB, Husebø A˚, Slotte A, Stenevik EK, Lien VS (2010) Effect of hatching
date, vertical distribution, and interannual variation in physical forcing on
northward displacement and temperature conditions of Norwegian spring-
spawning herring larvae. ICES J Mar Sci 67: 1948–1956.
44. Ward RD, Woodwark M, Skibinski DOF (1994) A comparison of genetic
diversity levels in marine, freshwater and anadromous fish. J Fish Biol 44: 213–
232.
45. DeWoody JA, Avise JC (2000) Microsatellite variation in marine, freshwater and
anadromous fishes compared with other animals. J Fish Biol 56: 461–472.
46. Jorde PE, Knutsen H, Espeland SH, Stenseth NC (2007) Spatial scale of genetic
structuring in coastal cod Gadus morhua and geographic extent of local
populations. Mar Ecol Prog Ser 343: 229–237.
47. Knutsen H, Olsen EM, Jorde PE, Espeland SH, Andre´ C, et al. (2011). Are low
but statistically significant levels of genetic differentiation in marine fishes
‘‘biologically meaningful’’? Mol Ecol 20: 768–783.
48. Hutchinson WF, Carvalho GR, Rogers SR (2001) Marked genetic structuring in
localised spawning populations of cod Gadus morhua in the North Sea and
adjoining waters, as revealed by microsatellites. Mar Ecol Prog Ser 223: 251–
260.
49. Chevolot M, Ellis JR, Hoarau G, Rijnsdorp AD, Stam WT, et al. (2006)
Population structure of the thornback ray (Raja clavata) in British waters. J Sea
Res 56: 305–316.
50. Jolly MT, Aprahamian MW, Hawkins SJ, Henderson PA, Hillman R, et al.
(2012) Population genetic structure of protected allis shad (Alosa alosa) and twaite
shad (Alosa fallax). Mar Biol 159: 675–687.
51. Domingues VS, Faria C, Stefanni S, Santos RS, Brito A, et al. (2007) Genetic
divergence in the Atlantic-Mediterranean Montagu’s blenny, Coryphoblennius
galerita (Linnaeus 1758) revealed by molecular and morphological characters.
Mol Ecol 16: 3592–3605.
52. Francisco SM, Castilho R, Soares M, Congiu L, Brito A, et al. (2009)
Phylogeography and demographic history of Atherina presbyter (Pisces: Ather-
inidae) in the North-eastern Atlantic based on mitochondrial DNA. Mar Biol
156: 1421–1432.
53. Coles BJ (1998) Doggerland: a speculative survey. Proc Prehist Soc 64: 45–81.
54. Gaffney V, Fitch S, Smith D (2009) Europe’s lost world: the rediscovery of
Doggerland.York: Council for British Archaeology Research Report 160. 202 p.
55. Larmuseau MHD, Van Houdt JKJ, Guelinckx J, Hellemans B, Volckaert FAM
(2009) Distributional and demographic consequences of Pleistocene climate
fluctuations for a marine demersal fish in the north-eastern Atlantic. J Biogeogr
36: 1138–1151.
56. Bell LJ, MoyerJT, Numachi K (1982) Morphological and genetic variation in
Japanese populations of the Anemonefish Amphiprion clarkii. Mar Bio 72: 99–108.
57. Stepien CA, Rosenblatt RH (1991) Patterns of geneflow and genetic divergence
in the northeastern Pasific Clinidae (Teleostei: Blennioidei), based on allozyme
and morphological data. Copeia 4: 873–896.
58. Riginos C, Nachman MW (2001) Population subdivision in marine environ-
ments: the contributions of biogeography, geographical distance and discontin-
uous habitat to genetic differentiation in a blennioid fish, Axoclinus nigricaudusI.
Mol Ecol 10: 1439–1453.
59. Almada VC, Almada F, Francisco SM, Castilho R, Robalo JI (2012)
Unexpected high genetic diversity at the extreme Northern geographic limit
of Taurulus bubalis (Euphrasen, 1786). PLoS One 7: e44404.
60. Doherty PJ, Planes S, Mather P (1995) Gene flow and larval duration in seven
species of fish from the Great Barrier Reef. Ecology 76: 2373–2391.
61. Smith TD, Gjøsæter J, Stenseth NC, Kittilsen MO, Danielssen DS, et al. (2002)
A century of manipulating recruitment in coastal cod populations: the
Flødevigen experience. ICES Mar Sci Sym 215: 402–415.
62. R Core Team (2012) R: A language and environment for statistical computing.
R Foundation for Statistical Computing, Vienna, Austria. ISBN 3–900051–07–
0, URL http://www.R-project.org/. Accessed 2013 Jun 3.
63. Nei M (1987) Molecular evolutionary genetics. New York: Columbia University
Press. 512 p.
Genetic Structure in a Northwards Shifting Species
PLOS ONE | www.plosone.org 11 June 2013 | Volume 8 | Issue 6 | e67492
Copyright of PLoS ONE is the property of Public Library of Science and its content may not
be copied or emailed to multiple sites or posted to a listserv without the copyright holder's
express written permission. However, users may print, download, or email articles for
individual use.
